Samples were sorted and the negative unstained population was collected. Cells were then centrifuged for 4 minutes at 1300 rpm and resuspended in PBS so that we had 100000 cells per 50 µl. NuNu mice were anesthetized and a catheter (BD Insyte, BD, Franklin Lakes, NJ USA) was introduced via their trachea. 50 µl of the tumoral cell suspension was introduced through the probe directly into the lungs. Mice were left to recover and after a period of 8 weeks they were micro CT scanned every 6 weeks.
Immunohistochemical staining and analysis
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For immunostaining, fixed and paraffin embedded sections were de-waxed in xylene, dehydrated by passage through graded alcohols to water. If required for antigen retrieval, sections were microwaved in citrate buffer pH 6 for 15 minutes and then transferred to PBS. Endogenous peroxidase was blocked using 1.6%
hydrogen peroxide in PBS for 10 minutes followed by washing in distilled water.
Normal serum diluted to 10% in 1% BSA was used to block non-specific staining 
Glucose Tolerance Tests
Kras WT mice were treated with tamoxifen at 14 weeks of age and glucose tolerance tests were carried out 5 weeks after the commencement of treatment.
Mice were fasted overnight and were then injected with glucose (1g/kg). Blood samples were taken prior to injection and at 15, 30, 90 and 120 mins after injection. Blood glucose levels were measured using an Accu-Chek Mobile blood glucose monitor.
siRNA transfection
LKR13 cells grown in DMEM/10% FCS were reverse transfected with 50nM
Dharmacon siRNA SMARTpools on a 96-well plate scale using DharmaFECT transfection reagent as per manufacturers instructions. After 72 hr cell viability was assessed by incubation with Cell Titre Blue Reagent (Promega) for 1.5 hr and fluorescence was measured on an Envision plate reader (Perkin-Elmer).
Alternatively, lysates were prepared and ERK and AKT phosphorylation was determined using Western Immunoblotting.
